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[0001] **WI4v @ffi^^S6W<0*9KfcBJ£fl:#ffi, JttbSrfflv^seK©3£**F 



[0002] 



Bovine Spongiform Encephalopathy, aTBSE£l&lE-f <5„ ) CO^J^^i-MI"^ 



j£f$?$££K/££*fc9[Lowry,O.H.et al., J.Biol.Chem., 193: 265-275 (1951), 
Smith.P.K. et al., Anal.Biochem., 150:76-85 (1985)], WUV-t^^^R^^ 
5^l^^i:S^$ii:'5wi:T?[Braclford,M., Anal.Biochem., 72: 248-254 (1976), 
Watanabe,N. et al., Clin.Chem., 32:1551-1554 (1986)], ^U^Rit&^it^ , 

$u, #<$wxiak2, ttvmxm. tt&nxm, &mf?xtik5) B 

[0003] La»UB&sfc. rttbrofi e W«>IR@^b*fett, R&54&W&Bfc*1"5-i:f*'C# 

5^, -^(Dfij^-trmew^t-@^t:-r6ri^x*t-f , ^BDntftiei© 



[0004] 
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m<Dmmm^tix^^mmch-otc 0 

[0005] t^X\ bse, MV-scn^v^— RUth<D?v^yy oLjvY'^^zfmKiX^fo 

Z>-7Vy>T>m\±. 7°y^->-SSW (Prion Protein, t/T, PrP£IB§f2i-5„ 
5 0 IE^f|g^(DiE^llti-ff^i-5PrP(i^T, :E^MPrP<tfEij£-f 5o 

'mhfix^^o 

[0006] ^y^-^cD*IJ^«, S^MPrP^ffi-f-Sri^JzD^T^tVS^^ ^MPrPtf)f£ 

[0007] ELISA&S-J;3^#§yPrP(^m^)£«> £TI£^f£W^PrP<£5*>IE^PrP 
^ift&^l^Cj^JlfU ^S'MPrPC75^}CLfcC7)^ N ELISEjl^U— MOt^Lfc 
fetPrPfeiW-^fct^), ^^^K^imb7t^PrP^#:(- ^fet^i^^^-fr 

, M^MPrP(C^^Ufc^PrP^^W#fi^|gfe^iirTffl^1-StV^t>^-efeSo - 
c^^&-eii, ^MPrPcD^^PrP^#£^£ii:5fc£>^ WMMPrPHtl 

mmvtwfetftstizmm), mnmprp^m-mnmm-r^tmmmxh^t^o 
[0008] ttzv^?>--7uyhm^z>mfejjfete. Eu^m^m^tmm^mm^ 

<DPrP<D?hlE'%mPrP&ftMl'tcik, H^^Kj^tT5 0 #$IUtm^&S<J#S2r> 
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mxhz> a r©^&-cf±, m,m*m%fto~kx\ m^m^m^w^^-mm 

[0009] ^(Dfcfc, J;^iB3gJ.O«^CDi9iVNm^PrPW^|:H^?i^T>Vy^^W¥lJ^ 

[0010] ##fF;£$fcl :Kuno, H. et al., Nature, 1967, 215, p.974-975 
##fF3CiSfe2 :Gates,R., Anal.Biochem., 1991, 196, p.290-295 

j 

2¥&f?XffllZ : Said-Fernandez.S.et al., Anal.Biochem. 1990, 191, p.119-126 
^^fFZfciSkl: Ghosh, S. et al., Anal.Biochem., 1988, 169, p.227-233 
##f^3Ci$ifc5 : Lim.M.K. et al., BioTechniques, 1996, 21, p.888-895 

H^bffli*^ RtC^if^@^{k*•&^fflV^7c:M^PrPWffl3^1-oMw^V 
lii^&S^y^^(^^BSE)<7>fiJ^&^^#^-t-5-i^Mi:-r?> 0 

[0012] ^TOs ±|EISM^^:i-S 1 ffiX°te£tltch<DXfoy, ^T^flffiMftSo 

* 
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[0013] *36WK:«SgfiJtll^k^jSfe»j:J:tt»i, ^©B^fc^iUt^fcgejr 
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* 

ms]mi&M5\z.m ^x&htiits w e iMtitip (ova) <, >x 

« . 

[H7]nwj7f^v ^T#(b^fc, rj'wmmi-byvj* (sds) sr^ucv MgGW 

[0015] I32{-*3V^T, -A-fiy^— A, fi^h^D— Ac, -O-ttlgG, -D-fi^-f 

H7K:*3VvC, -♦-ttSDSSr^^rUcvMgGfWSrfflv^ii^', -A-*4SDSSr&^r 

H9'fc:*5VvC, W$Sffli4\Z.<>^X'&b1ri1iL, 3c* WW 

No.l, 2&l>*3£ffl^fc^£;fe*^U -O-, — •— tt, ifc^ij4{COV> 
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[0017] 3=fc; #ffiffit££iJ£>5^ 5:llT;v^r/^^^® &Kco@^jb}--3-^-^^# 

[0019] fct, g#|7/i^r/H?it^±&^ V£Mfrbm&Wm7EM^^bfiX^^tci&mT 

M%fttt^mffi'<z.mfeikx%z>b^^bfe, *mw%htimibxFLmL-tiz.bx& 
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[0020] SRfieWH^E^feifflv^^aPrP^tfiU;*©*?***^^* 

[0021] ^pjt^v^x, ®awon^bfeiv^^, sescsriatajdH^-rs 

•So 

[0022] *^B^I^5ift7/V3-;^fC(j: s /V, /K ^P'V— /Hfrj&s 

WfetK tf»-et>^>— s^xte*?;— />*s#*u\ 

[0023] • ^|g^{^^^n^y*^Vi?(Z)/^ny^^iL-t(*, *5H, 7^, 
g^(TCA), M;7PPfttt(TFA)4f^'»fe>tL5 0 

[0024] *3SWt«SJBRT/i^/u%BI*©*^T^/>^L-CW: % #2^7-25^ 
[0025] ^asWte^ss^k^jfelc^v^-c", les^lttr/wn-^t, ^Nnyv^^V 
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[0026] M*.i£, (i)s^«^^^m^t.i&mT/^-^^-t?>m-mt^^/ 

tl6h<DXit^\ 

[0027] m&T^-^*^-tz>mffi.. mMT/^^mm^^ir^m-m^xf^^ 
tk, mmmm^mifhti, mmm^m^-r^mmmti,x^ mffMops.HEPEs 

[0028] m^«tmyki±mm^i-^mmt^mn^^m^itmm^(o^nm(D»t. 

U ^m&kVXte, l&CTJV^— ^^30-50 V/V%, £? £L<te35-50W/V% % 
/NU^V#/Utf:V^i^0.08— 10W/V%, ^^b<^0.5— 5W/V%, M^T^^ 

[0029]. ^mmic^m^m^^i-^mwtLxn, m^.un^'&Mm^-r^: 

[0030] ^zKtt^Hi^-raiaffi^^-arS^^i^U-Cfi, -hfE^&^J;^ 

[0031] mmffit^xm7kvtmzm^M&w$. mm7Kam±'<^nm^tmu 
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[0032] 7^M^-v/3^fe(cJ;^g[SKcD|a^t^&^, mSScoH>h^n^-'bU<« 



[0033] , wy—jv, ^^xM^^m^tcpyDFm^m^^R^m-rti'a^fD 



[0034] 



[0035] mmfatVX, W*tt«ffiS:^r-f 5^— hSrffiv^#-&fctt, W^fi^tt^V 



-^^(Pyromolex)^^^V>7t^'fe, ^yUT^h^Vu- (CBB)-G250 
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SO£*fr;tfiJ:v\, 

[0038] mm<D7£mwZs m^xot-t?>w^m^ sew**ie»i©5ewiwsr 
/Bwr rusks je-tk ite&, si;e&fTV\ tfeiisisrfftiJsut**,, ^u, ^w&fi 

TKxfsy vsfcBfflNfettWc (pbs) ^©ttfHRt?^-*- So Ki-*Lf*M'C3o&'gfle 



[oo4o] ^ lefrogtib, i ei Mi^w#ig©rat@ta«i5feif 

[0041] ^B^M^^Ayypyx^^&^LTH, *«S©*ffil:J;otlftlcl 
[0042] . *36WoH3£{k^rfe»iU:-3"Cil^fc-C*5SeWH:, a*©Hffi^k*fe^J:or@ 



[0043] Mcfcmzte, Mtli^/f-A, ^h^n-Ac, DNase3s<Z>BM5, IgG, IgM, IgE^ 
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[0044] *mwn. mK.\T^m<ommtmx^tmmK%^mmtx^m^tz.^-v^ 

[0046] #3&Wfc«5J*#fflPtP©tftffi#85tt* R#fflPrP^^t"5««MW|s|.«r, 
[0047] ^!8^(^5M«MPrPOtftW*jfe^fflV>bn$^^PrP*^*i-5«lfe^ 

[0048] bp*,, ^mprFtmmir^wtmim^ m^mmm^mmmm^x^^ 
[0049] mu TiBxmivij;5«^&-eM^MPrP^fct , ,-r-<#sb^M^^a-t-n(i* 

[0050] gp*>, 

3) ±»t^#SI|*S:*P?t-CiE*a'PrPSr^»-t-*XS, 

4) M^MPrP£M$-£5Xa> . 
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[0051] ±fcXm.D\Zte^Xm^1btlZ?1-ffif£&fflkl,Xn* SDS, yyU/l^^V^/U 
ty\x.WfJ)it**S^\/y^V^>\'7^~>^— ; r>V (Triton X-100, P— ^ T^K 



(D^jr^WmfeVkftmfrmf btlZo "^-et Triton X-100, T^t^v^-yl^S 

[0052] mmmwz*wwm&m<DftfeT^&&mi-%xmbLx^ mvommzm 
[0053] im) ft»v^-c^v^fensMiaH±»jK>aijgtt % tt^s^Hrxsftfci^©**^ 

**-ht r , 0J*&a*O.Ol5— 15.6W/V°/cn 0*U<I4O.O78— 7.8W/V%"Cfe5o * 
*$^>TX/Sj8fRif'0>a|g£lyC, 0.02— 20W/V% > £?£L<te0.1-10W/V%-Cfo 

[0054] m^^^xmm^^n±B^mm^m(Dmim^hv^mmM, v> 

[0055] ±tzi:m)i^rtttmw%t&£~tz>jjfekLx^ ^mm*ftmm3k-fz>^b 
[oo56] ±fZT.m)i^^xm^tiz>ttmmmbLx^ lE^mprP^m-r^mn 
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[0057] ±ex^4) im^^xmnmprP%tf:m&%tMzm^^ft&wtinifc&Mkis 
Tfi, ^%mprP%itm£i£%&m*ft^h<Dx»htii-£&<, vtM<Dm^mprP(Dm 

[0058] x^5) ^3:^v^•c^tl^#)^lI]^lx-r^&tLTtt, ±?f^imv>TML.fc^SM 

[0059] X*15) t^V^T^^(D^^#5^«, 

[0060] . api*WMt5giiLT«:, mnm.PrPAmm±\mmm^r^i- 
u^mmmm. ^wt-^mnm. ^mmmm, ^vwrnw^. ^.(D^mxwM 

* 

[oo6i] $.tc, ^nh(Dm.mm^<DmmmmmtLx^ iisio-soomtvu &&L<mo- 

i^v^y, &®^r-v?>\ HiiMfcBIMB, ^sy-^oniffiiffitiypi, Wtifiix 

<tLX0.5%W/V%^± N Sf*L<tt2%W/V%^±Tfo5 0 
. [0063] ^ 
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, ^i-^PrP^immx^Mm^^t^taM^o tote®, hk<dtm2) xttmvo* 
m^irz>TM*ft^xh, PrPmmKt~m'fcm^x^oz.btv£\,^<Dx\ ±m 

m*.<lE1%mPrPZim!ii&Z>(DX\ lEftmPrPZ^LteW Romnmprpz^ 

^&mfann%nz>zbtfx%%(D'T:h% 0 

[0067] 1*12) RXI5) ©IgtKl ^Xm®mPrP&K<Df&ft<D&£m^mm\B} 

ftfrftzzb^x*) s mmmft^^i%mprpm\~<Dm&mmfrtiz><Dx\ 

[0069] m^MPrP^^i-5»f^#>1 :, CD-^.^^PrP?r(a^^@^b$-&5^?£{i, * 
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[0070] m%jjmzm\ f ^tiz>&BT;i'=i—si', ^n^/^^v^, ^mr^^mMM 

[0071] ^fc, mmmnmprpm^tmm^m^mm^-rmmmni^^m 
[0072] M^-MPrPia^bffii^^, i^TKtt^E^wi-siawi^te^*^^^ xmm 

» 

[0074] 7>fA/hu— Va^&teJA&^PrPoafcftS^fe*, mig^Kyh^ciy^— tu< 

[0075] *i\ ^/-/k ^^m^^mvtcPVDFm^(Dm^mRxfm-rtii-£'t<D 

ysa^/^^7f^m^^i-^m^PrPm^tmun(m^mfiL)^vyby^ 

m^mprpm^itmnn^ co m^mprPitpyDFm^m 
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[0076] m%mprP&mmzm7£4k-rz>tc)b<D»M\Wim*, m%m?r?*+wRmz^z> 

[0078] ft, mfa-kWZfcfc £«£*5g;ft<7)fc5SDS;^#LTl ^ 0 ZZV* #38W 

t'S»«^@ffi&ifci*«X@&Kfc:i6^ 

[0080] m%mW®M^m^^bfoZ>, i&mT/U^-;\s,^u?V%^7$^MRTfW^>V£ 

[0081] £fc, ^^ifc^a^'S3ttSJft^J(H^{kffl^2fci-S)*WfiF*LV^»^tL- 

iSjRT/Ua— ;W^S^80— 50V/V%, £?£L<{±30— 50V/V%, ^P^Vj&A' 

#VS?«^0.08~10W/V%, »*U<»41— 4W/V%^T^->'tt#BHjStt3Waiaj*S 

0.01 — 10V/V% % #*L<«0.04~2V/V%fS&-?ife5 (> 
[0082] ^B^^S^^MPrP(7)^ffi^?fe(C^V^X, @+B{C@3t^T?#5Se«(7>M 

[0083] ^sligWJ^SSfllfSlPrPWtfeffl^fe^^T^, *#PJ!w*i£(-J:o-c@t@{-M 



WO 2005/070969 PCT/JP2005/000737 

17 

"fr^©^6ft»|^jfe[MA»i»**aE»l^fe(EIA3 , (RIA) , « 

ft&MJ/tiife (FIA) *?] ©M^f^fefcJptr JI1jfMPrP(OjlB*/tftttJSrfT5', il 

[0084] '*!6WWM^S!PrP©tft/±J^&{ifeV^-CffiV^^5fei^iL-C«, ^MPrPfC^f 

[0086] mPrP^«, 7Ky^D--t-/u^t#:-e'b^y^n-^/^^-c'bto{r-rt^ 

ft#l?£#JfflLfcgft^£flCD#j£[Eur.J immunol, 6, 511 (1976)] fWotli^ 

(DjjmiMz-lts ^V/^fiSS, Robert. K. Scopes*, ^^T^ff — 7i75 
—*JlO&rt*S;£tt, 1985^, 37H~179Hj^i-f5*fe£;ftfc;^£^ c> ) 

[0087] Sfc, ^ne>^t^tt, S-^ti/ti^^./^V^roW^SrfflV^-cm^LTF 
(ab') % Fab\ ifcfcfcFabtLTteJBLTfciV^ltfiSS^V^e 

2 

[0088] ft, &—<D&K&tt&foW(Dtftm&&a*&'t&k. aKy^p— ^/vStflsiOt*/ 

[0089] *3KWfc«*ftflTS!PrP©fftW^asK:»V>-C, KPrP^t^^li-rSfcfc^fflV^ 
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y^mm^mmm, ^yy^y-^<Dm^m, ^^ria^v^^ 99 ^, l31 i 
, 125 i, 14 c, z K^<Di&ttiWE.m{±7tm, mx.\tF\Ax^m^^ti^y^^±^, 

mwm<D^mcmu^ir^mK, mz.m-T$;-2,2,Q,6-Thy*?-^ 

3-T^y-2,2,5,5-^h^^/vt°nyv?>'-l-^^ , 2,6-v?-t-^^ 
a -(3,5-^-t-^/W-^^y-2,5-'>^a^f-v ; ^^-l-^y7 :? y)-p-by/v^- 

■ 

[0090] dpX^JVtti/?— M^<DmitkWP>, M^^mWJ:t'^tt}t.L.\\ 

[0091] ±m^tci\\^m^n^^?^m^^^(WMir^) \itt, mt-it& 

jfe[#l*J£> E£flS^*MU Ul*ttt-£^ iU)&> *lll»J£, 1971 ; 131% 

a ft. ^mmmmn^mmvtcm>Prpmm^m^tix^^(ox\^ti^^^xh^ 
[0092] mwifcPrpmft^mmm&MMi-ttfr<DmmbLxn, mmm^Wffimn 



mb^lgflf^^coMUl^JM.bL.Xfi, il^lO— 500mM, L<(£10- 
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[0093] ^^K^©3e*^*rs^st^^*o««**»J^s^^i-"c 
• #*©»&{ittEiAo#j5fe, mm^mm^i (® sic mm mm 

No.3U ^UllS*'ffiJSfU*-it*^'^l'l*f&«i*^ 51-63,*3fcWJjg(»)^ 1987) 

riB^fc^iWBM& ^8#, iHttJf—EH^ ^Uj*/^ l97i^) e 

-^©a3j£«»s:fflv>sflfffi, m»* rBMfcftaesijfcSsj (® e§c w bum 
no.3u imnm'^m\m r ±^r<'^)\\m£M%k. 252-263. #s:wjie(«) , 

mm^-7±^-^)mi^mm, 264-271, mmmm), wnmz&mzfttc 
[0094] zo M;Wm~n, m^&mm&mtfmmxh&m&te. z.t&B%Rj&-?&&& 

[0095] r.©J:5fc S &)Xm^^tiZ>?£&M.MtLXlL m^hv^^>^^^y^> 



» 
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. 2, 2'-T^y-f^ (3-^/^vx^-ryy^-6-^/w*^) (abts) , n- 

[0097] ^^|^O^^MPrP^^/H:|^ffi^^^T^ffli-5^mi7l^, ^^MMRWcD 

m<Dnm^. m^i^i^u&s Kit^m, m^.mm.m n-t^x 

[0098] «B^(D^«PrP^m*-ffi^, ^T^^^^W1"So 
[0099] IP*?. ^iai^^^-t?#7t^t'MPrP^@^l:b7i@^^> fll^f^POD^i®! 
^PrPmff^T^7-rb, 10#fli£i§£«&, SSaiMiibX, PrP^^U^^tcM 

[oioo] {mm^mprP(Dm^m^ ^x mnmpvp^mmu^mmmm.t 
[oioi] #mmmzyv*sffi<Dm>£jjmt^x^ mx.^yh^ym.^m^vxm^f 

[0102] (l)1-fc*>*>, ft? PrP(lEnm)^nntVXm^X±ti<DPrP(Oi^iii^m^^\ 
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$iiPrPtfifc(Dmmm;zmMu ^mmtmmumsD) «r/£u ~<D¥-mfc+x 

SD^**S 0 (5t^,X«BUfBtISlC 0 ) - 

¥^«^{-*fefcjil(^P^fdii:=[(iE^iyPrP^TOtLfc^^cO^{«) +x 

[0103] ^75/h^-7'(B:^#5fci6(^V^tL5PrPfi, K^l^^fflKtfCbWCt, ifrlS 

^^rfeT'fSKb/cy^^lf^^hPrP-CfooT'bJlV^ 
[0104] ^BJW^y^^^^lJ^^&^ioT^J^Ut^y^-^ibTfi, #^BSE 

V 

[0105] ^p^^s^ewn^^^tL-cfi^ ^m^m^i&mr^-^t. 
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[0107] 351^ *3SW^«5«eWH^kfflW«JJ:W:» ffieK<0@ffi~-<0B£{k 

[0108] ^^(^5MMPrP^tBffi^2/hib"Cfi, (immr^-^t, 

[0109] (as, ±m^yv^m^i-mm^mmmm^^xh^m^at, m^mm 



[0110] OT^»#J£W-t, #8W«rW-&#Btf3fcBI|-r3a s , **Ktt-^b^«t 

[oni] 2iJ£0)Ji. 
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[0112] (zmffitmnm 

H^fbfflt*$?l :0.2 W/V % SDS, 
m^itm^W2:0.2 W/V % SDS, 2.5W/V% TCA 
H^ffli*?&3:0.2 W/V % SDS, 45V/V% ^9 J— A» 
m^tmU^4 : 0.2 W/V % SDS, 2.5W/V% TCA, 45V/V% ^/-/U 
|l^ffcffif**£5:2.5W/V%TCA.45V/V%^/— 

[0113] (3)@^bfflW 

S SRTO20 m L im B m g) t, FjT^Og|^bfflK^300 m L^fH^U^CD 

la^fUEt&N-l ■ 0.19 W/V % SDSv. 
@^ffl^2 : 0.19 W/V % SDS, 2.34W/V% TCA 

@^it;ffl^^)-3 : 0. 19 W/VUSDS, 42.2V/V%^7 — ^ 

S^t:ffl^4 :0. 19 W/V % SDS, 2.34W/V% TCA, 42.2V/V% zc#/—jV 

|il^bffl^5 :2.34W/V% TCA, 42.2V/V% zz.# /—jV 

[0114] [^eW^^l^S^J^] . 

Kjyh^Py^— ADVANTEC DP-96 (TK'^T^K) (O^te^SLfctfyi^y 
xV^p^KSKPVDFI^, ^^Ttk ^bTn^P 80 0.1 ju m)£ir;vbUc 0 iW- 
PVDF^fCia^^ffll^iiSl-320/z L^TT^U J*£d^:/-(/W;^?7M±Sl) 
, 15KPa(10cmHg)-ei0^^P^§l^byc o &V^pH7.4 y^iMnftfeK (PBS) 
300 y L£T:/:MU ID«{^5WiibT, PVDFJg|£i$t#Lf- 0 PVDFlgl&&<9tiiL 
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JSfflfMftS-frfcflL PyromolexWffi (Protein Assay Rapid Kit wako, %n*ftlftiM±M 
*)»)"C»feS*. ^^tf»M^- SHIMADZU CS-9000(J«c)ft*»f^9f 

[0115] [*&£] 

|||||||||||||||||| | BJfcfcfflBfrft2 




[0116] Hid»e>Me>*vfcj;5K:, nmtv-r~sDs<Dfr$r5^i-z>m7£itmnmzmzmi£ 

V 
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[0117] mmm. 

$0, BSA(^jfe«T/v^v, ftftttHiDKflOS) , ova, hyy^Wvtt^-C 

ft, ^n^s eifff*^ti^pi^4.o-ii.4©#Si£v^H{-ifoo, ^*fi 

12,000-150,000i^ia^^^fc5 SIC ^'fb^^^K^'s/^,^L#t*^ 
Mfc.54-73 (1984)#fiS) 0 ' 

(2) fflJtftffltt« 

2.5 W/V% TCA, 45 V/V% ^/-/K j^?§S(0~0.4W/V%) <DSDS«r$#. 

(3) HJ£fbfl3Wfl- 

£«iU BJE-ftffitWibfc(TCA»**2.34W/V%, ^/-/H&«42.2V/V% 

)o 

[fiew^H^'fb&twiije] 

i 

[0118] DttJR] 

HI2^^V^T, -A-tty^*-A, tt^WR— Ac, -O-talgG, -D-tt7>f 

_ # _ { j;BSA, -♦-ttOVA, -<>H*hy:^W>'fcK'*-£r£ 3 Pr i"S 



* 
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o.iw/v%j^Ji(@^bffiK^|.'fo^M^o.09w/v%^±) i-rs^ttio, tW* 
7 f -^o/^7^^-rcV'fit(cvjiI=^2(i{i^/¥^a(%)) Co^T*5 

[0119] — jRfc» SDS^OS^r/l'^/^K^fi, 0.0025 W/V%<hV ^ofo5«fe!9 

*ti"5KJS'l4tca;V ^Sr^-f StV^tlTV^COrsonneau, J-L et al., Clin.Chem., 
35, 2233-2236 (1989)) 0 .^oT, ^CCfe, ^^SHiftoT, SDS»&tf*0.1 

flS&*U ^rtb^^^Oj^figg^feSfcfc, CV^(<15%)a$*:t<&ofc£ 

*tfg£tb5o *fc, rcoryi, o.i w/v%J:9iSv>SDS^*^fFT-e«> 

o 

[0120] ^rT% @2©^^Sl;, B6flfWfcUTBSASrfflV\ 0.1 W/V% SDS^W-f 
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0.1W/V%SDS,"0.2 W/V%SDS, 0.3 W/V%SDSXfi0.4 W/V%<DSDS@^ffc/Bt*;f#£ 

* 

[0121] m sDss^o^wm-o^wm^n^k-rs^-e, ^2tc«sDsiig^ 

0.1W/V%— 0AW/V%^.X^it-t^X<D, ^^O-hfDCVm^^itLfzUiW 
[0122] [^1] • 





¥«3 cvffi(%) 


¥«3lt 




hill 


BSA 


4,9 


65.6 


7.0 


10.7 




2.6 


53.1 


4.0 


7.5 




1.8 


58.5 


0.8 


1.4 


OVA 


1.5 


68.3 


1.4 


2.0 




1.7 


71.9 


4.6 


6.4 


IgG 


0.8 


96.5 


1.9 


19 




1.9 


127.1 


3.5 


2.7 




1.8 


87.4 


6.4 


7.4 




cv tta>¥ $ 

2.1 




5.0 



[0123] DS2] 
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¥15 CV ffl(%) 


¥9fiS 






RCA 

D On 


a 9 


74.2 


13.87 


18.7 




2.5 


54.4 


4.62 


8.5 


70'V-*r' s J 


1.5 


62.7 


6.38 


10.2 


OVA 


1.3 


69.6 


2.32 


3.3 




1.7 


68.6 


5.94 


8.7 


IgG 


0.8 


98.3 


3.17 


3.2 


f h^Q-A c 


2.1 


127.4 


2.93 


2.3 




1.8 


92.0 


9.48 


10.3 




CV fiL(D¥*a 
2.0 




# -r > km « 

8.1 



[0124] *<Dlfc$k, *lJ:tU SDS*£jW>.2 W/V%-0.4W/V%WX% WZ-\*7-<'7V/—'y^ 
OVA, IgG, ^h^n— ixcte, ^O/tf^hH^Wj^Afc^U 1.4-2.7%£^Lfc 
o *Jt, rtbfeaeWoWCVffl: (0.8-1.9%) Bb|55UTt>jl^V^^:Tfo«3, SDS 

£fc, f?2£9, 7^^yy-^V^I^<30(DSl5K(i, SDS^S^O. 1-0.4 w/v%o 

sdsm^o. 1-0.4 w/v%<Dmx^^H^mmmo%^m^y^y'vy- 

yVf— A, BSAKloivOk, SDSS^£0.2-0.4W/V%icPS^5<t^L7c;i£ 

[0125] mMm3. m&r/^—/^(o^m 
(l)iet^ ' 

BSA, OVA, ^^nt'y, IgG, ^h^P-Ac, yy^-A£5fe*#l:U litiS^M- 
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- @^t:ffll*^l:0.2W/V%SDS, 2.5 W/V% TCA 
m^.itmW^2:Q.2 W/V% SDS, 2.5 W/V% TCA, 45% zc#J—)\> 
@5&Mt*i£3 : 0.2 W/V% SDS, 2.5 W/V% TCA, 45% MS^-tV (f UftHMT-Mi 

*SDS 0.19W/V%, TCA 2.34W/V%, ^/—/U 42.2V/V%, J— /V 42.2V/V%T:' 

fc<5o 

) 

[0126] [#£31] 











■1 mfeitmnn 3 



[0127] m3^^B^b/5^^p<, ^^i-^m^it^w^^^xmui-tcm^ 

[0128] HJ£#!J4. ^n^V#^*V^<£>$^t 

^p.>7V#/wKV^b-C, TCA^-ft^^^hy^^-a^Ci^T, TFAiB&fe-t-S 
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BSA X IgG, y^-^^^#*L, ffi^7K(C^U-C250Mg/mL^^Lfct^> 
IS^bffl^l :0.2 W/V% SDS, 45 V/V% 

@^kffl^2 : 0.2 W/V% SDS, 45 V/V% ^J-/V^ 2.5 W/V% TCA 
mfcik%Um3:0.2 W/V% SDS, 45 V/V% ^ J—jV^ 2.5 W/V% TFA(fP)tM^ 

^ 6 fff*|Sf20 // L (® e ft *5 m g) t , m 7£(D®7£ikmnm300mLk%m&l'tzi> 
*SDS 0.19W/V%, TCA 2.34W/V%, TFA 2.34W/V%, /U '42.2V/V%"CS>5 a 

[0129] mm 



[0130] 04*>bMb*^j:*P<,TFA^^6ia^l^»^*fflV^T|SIKUfcil^bffl« 
[0131] HJ&0iJ5. ^fiH^fF^ 
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(Diei 

ova^o-20/z g/20 m Lktez>£oiz.m m^mMLxm et^^iu 

(2) @ Steffi 

0.2 V/V% SDS, 2.5 V/V%TCA S 45 V/V% /~/l'tfeZ)£o\C'$nM7kfcffif$LX 

u%MLtct> <ni£ m Mi t m nmt vxm v 

StW**20 /iL(I6 K*5 /z g) fc, @£flSfflW«300 Ai LtSrifr&Ufcfc©**! 
O.igW/VK, TCA 2.34W/V%, J— /V 42.2V/V%-?fc£ 0 

! 

[0132] DgJH:] 



Hl!lfE^5t:y=0.12x+0.01 
*gM#lfc(R 2 ):0.99 
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» 

[0133] ^Iij£0ij6. 

fMabk&Jflvv-c, bsa, h^->wytt7-, ova, ^nt" 

>\ IgG, ^Wu— Ac, yy^- A^^r <D5 n g/20 » Lgt^iSt, S6» 

[0134] [@ffi{bffit-«t5Se®WiB!lS] 

m®»7K^V^-C0.2W/V%SDS, 2.5W/V%TCA, 45V/V% /VSr^W^SIlJfc 

14, ^c*SDS 0.19W/V%, TCA 2.34W/V%, ^ J~ IV 42.2V/V%-Cfc5 0 . 

±IE"CWf*UfcS 6 m Ud, lmL Pyromolex^^iPbT, ^ST*20# 

KK^a^— iXa^U 600nm(DK3tfiES:S!J^L.fco 

g6KMJN£l/CBSA&jgv\ 0.2 w/V%SDS^^3@JE{fcffltW«:Wlt¥L"C 
*©*B^fiSr**fc«S**H6^-rp Sfc, ra#fcSeWtW£L-CBSA«rfl3V\ 
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[0135] ft, m6{c^^x^y<-n^Tm<D^mKx^m^n^m^tcmm^ 



[0136] m6£K>wbfamu<, m^m^xmmxn, m&mmmzmcxh, m&M<Dm 
Hector, BSM^-t^mytmconMim--x^<^j: , o. m^fy^jy-^^x 



[0137] mmmi. 

* 

• *tM7K^fflV>-C,IgG^!jS|-(S&M*0-4 u g/2Q uL) , &t>*2%SDS^IgGf*|SK 

m e ix g/20 n D £rau-c 0 'm \z.mn**m </ >to.25w/v%sds, 
[0138] sDsz^mLt^vgGm%*^"xnbftfrmfe<tmm^<v&^m<DmM 
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SDS 0.23W/V%, TCA 2.34 W/V%* 42.2V/V%T*foS 0 
SDS 0.36 W/V%, TCA 2.34 W/V%, ^#/—jU 42.2 V/V%-Cfc5 0 

[0139] 

#fo*ifc*t*«:aifc, SDSSr^^rUcv MgGWH-Srffl V^»^t, 2%SDS-g-^IgG^ 
. ^SrE7{^i- 0 1I7(^V>T, -♦-{iSDS^^L^VMgGK^fflV^c^-a- 

Kwwk^&u-cv^, ^wci&wsftscfcftc g^wsew^stst'ia^: 

[0140] 

ffi®bR£ffi^-t, 0.0W/V%SDS (*tflH) 0.2W/V%SDSXf42W/V%SDSSr^Wi"S 

ISWIW(BSA, by^vw^tt^— , 7^y/-yy., ^^DK>, OVA, ^ 

- mut„ 

Iftgbk&fflv^o.iw/wsDs, 2.5\v/v%tca > 45v/v%^^y— /u«r£*ri-5@jE 
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±SiX*MWlLtzm.£l1i$£.Pr20uUZ., lmL Pyromolex^ (Protein Assay Rapid Kit 
wako, *mNl,X , iWmftX^y*^-^^. 600nm^ 

[0141] [*£*] 
[0142] [^3] 











0.2W/V% 
SDS 


2W/V% 
SDS^fc 


»m 


0.2W/V* 
SDS &m 


2W/V% 

sds $m 


BSA 


100 


95 


83 


100 


0 


0 




100 


106 


101 


100 


0 


0 




100 


107 


91 


100 


35 


0 




100 


119 


104 


100 


0 


0 


OVA 


100 


105 


104 


100 


2 


0 


fhOQ-L c 


100 


120 


128 


100 


2 


0 




100 


111 


97 


100 


3 


0 


IgG 


100 


107 


104 


100 


34 


0 


MJ7 v> 


100 


87 


103 


100 


0 


0 



[0143] m^hmh^tm<, ^mm^^mw^^m.^w<Dm^rt^td^^\a-i 

tc&X\#m^mxh&Z^b&Whf)>bte^tz 0 

[0144] 
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\ g Gm% (m e 4 u g/20 u D wu ® s scfw<t ufc c 

S>J(-s It^TK-eO.lWmSDS, 2.5 W/V% TCA, 45 V/V% ac^y— 

SDS 0.094W/V%, TCA 23.4W/V%, J—fr 42.2V/V%Tfc& 0 SDS"a 

SDS^M S fCfftjS|-£rffl V ^c*§-S-te0.16W/V%, 2%SDS-^f$f*£rffl V ^cH^* 
0.21W/V%, 4%SDS-^^K^fflV^^-a-«, 0.34W/V%i:^o 
[0145] (2)OVA^WS&«§^*<^&fC<D$'J;£ 

jjljfc^ W^7k-C0.2W/V%SDS, 2.5 W/V% TCA, 45 V/V% /l^-g^l^H 
SDS 0.19W/V%, TCA 23.4W/V%, 3^9 /—IV 42.2V/V%Tfo<5„ 2% 

• $Dsi$mm&mnn*^^cWi&<D&t£M(Dmm&fcs sds o.3iw/v%, tca 

23.4%, ^9/— >\s 42.2W/V%£ft5„ 

($mm%) z-smu^ ^^■n±mtmm^mm^tcBSAun 
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*4|B^©»ftt*SJ:5^##iiffitt?W«r^r^r-*-5BSAtW(10/z g/20/* US: 

[0146] -DK*] ■ 

* 

[0147] [^4] 
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ESI 




ft m 






ffl & 




si m 


BSA(4Mg> 


lgG(4Mg) 


OVA(5#g) 


BSA(lOMg) 






mean(%)±CV 


mean(%) ± CV 


raean(%) ± CV 


mean(%)±CV 


SDS 


1% ( w /v) 


87 ±7.1 










(0.01%O v /v), 92±6.0) 




2% ( w /v) 


82 ±6.2 


1UU 


3:0.1* 


III 


-4-0 9 


• 




4% ( w /v) 






±4 3 






(0.1%(W/v), 109 ±7.3) 


SLS 


2%(w/ v ) 




101 


±1.9 








3% (w/v) 


94 ±3,7 














1 % (w/v) 

-1 /» V ' V / 




112 


±0.2 






(0.1%(w/v), 107 ±3.9) 




2% ( w /v) 


98 ±1.9 


115 


±1.5 


113 


±3.0 




NP-40 


1% (w/v) 


96 ±4.5 


115 


±3.0 






(0.1%(w/v), 116±4.7) 




2% (w/v) 


90 ±1.2 






115 


±2.4 




Tween 20, 


0.05%(w/ v ) 




110 


±4.4 










0.1% (w/v) 


97 ±4.5 


116 


±2.8 






115 ±1.0 




0.2% (w/ v ) 


89 ±2.6 






109 


±1.6 




Tween 80 


0.05%(w/ v ) 


105 ±2.7 














0.1%(w/ v ) 


82 ±2.0 


112 


±0.6 


111 


±0.7 


112 ±1,4 


Briji 35 


1% (w/v) 




107 


±3.4 






(0.1%(wyv), 108±3.2) 


* 


2%(w/ v ) 


93 ±3.9 






112 


±2.9 




CHAPS 


1 % (w/v) 


96 ±2.6 


111 


±2.2 






(0.1%(w/vX 104±0.0) 




2% (w/v) 


91 ±1.3 


116 


±1.3 


106 


±0.9 




CTAB 


0.05%(w/ v ) 








112 


±0.2 






0.1%(w/ v ) 








123 


±1.0 





[0148] SLS: N-7#n-f A^A'S^Vg^hy^A 

Triton X-100(n— A T^K ^— ^if&o^) i/Ky^v-^^MlO^^^i 

NP-40 ( B ^•v;i'^3>'(W)\&&& ) : tfyir^i/^ui/i^VJ-svy^jv^— 

Tween 20(^(TO^p p p^) ^y^S/^i^y/wtf^^/^W-h 
Tween 80 (7E^($0$in B n£) ^y^^^l^y/l^V^f l^— h 
Brij 35(lCI|±^n p n^) : if^)i>r^y^V^y^) /V^-^-y- )V 
CHAPS : 3-[(3-37^K7°Pt:VV)^^/vr >'^-^7 P P^- ? V^/b4Ny^] 
CTAB : -fe^hy^/VTi^^^er^F 

ffi&(7)io{§X(i^n^±^^So#S©t4^^Sp3KKI44 ] (-^p^J < hLX* 
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[0149] $x±.<D^t£o, #$sw©g6«©@^fl;#j£rtu m^MmmMkLxvimzti 

[0150] «#J10. ^J^yfnyT-^y^ 

WMtK"C\ 0.2 W/V% SDS, 2.5 W/V% TCA> 45 V/V% /l'Sra^-f SH^ 

fc^«^(SDS^-|ftS0.19W/V%, TCA^it2.34W/V%, ^/-yHfft-M42.2V/V%) 

(5)^^ 

i-A/^^^3i^§^)^ny^>-^^^a/10000^T3iRLfct^fflV>fCo 

[0151] 3§&^l:ijm^?£:T^y:7;^:7T^ 

ll(^)M)^o^> / ^r-K-Cl/1000WLfc'bW^fflV^ o . 

Tween 20£, ^^0.05%<h^5J;^(c:PBS(pH7.4)-T?#^U/c'bW : SrffiV>fc o 



3§)fc$?l±iffl :ECL Plus Western Blotting Starter Kit(T ^^i^^lM^^C 
80S!) 
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»6tftwffl: 0.033% -hvy^-ThyyvvMmT.mftmmjiMmm), 

0.0165% 5-yn^-4-^PP-3-r^Ky/vy^(BCIP, SJ*SH6lgX3j|(«5)«)/ 
lOOmM Tris-HCl pH9.5(100mM NaCU 5mM MgCl ^^T) 

2 

[01523 [gejfwH^biaitfllllJt] 

>fU ^3litM> PBS (pH7.4) 300 At L&TT^-f U R#fc!»§l*ifl«rfi:-3fc 0 
PVDFJg£&J&9fcfclU /oy^r^itgl, o— ^— ->aV$-fr/j:*se>M"T?ll^lBJ 

[0153] [^mi 

m&&ybRj&\zi:9ffyi\ xmyj^Mzmft£-&WitiiLtch<D'ChZ>o Bfi, pvdf 

tvb> JRtJiiaje'fbLfc-r^IgGSrftW-rsridS-Ctfc. ■JS^ttWWtftaRJfW: 

0.0625/1 g, 3Bfelfttt|WttWI»»f40.5Mg"C*>ofc B %ot, #3§91cD®£K<0 
[0154] Hlfi^ll 

♦ 

(l)WatOW»:TIBt<«SrP«L,fc 

50mM Tris-HCl pH7.4(150mM NaCK ImM KC1, ImM EDTA, 1W/V% 7^3^=1 
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—frWrt-hyVJ*. 1W/V% Triton 

/nr^t-fK (Tritirachium album & fB3t^E^XH(^)S^) 200 n gSrlOmM 
Tris-HCl pH7.4(l50mM NaCU ImM KCU ImM EDTA, 20W/V% SDS, 10W/V% 
Triton X-lOO^^f) 1.0 mLfcfcBKUfcfc©, 

2-^y-/l':^y-/W5: 1(W/WI^I 

50mM Tris-HCl pH7.4(150mM NaCk ImM KCU ImM EDTA, 0.005W/V% BSA, 

2W/V% sds-^^t) 

[0155] (2) ^nwpr?%^ttmktm<nmn 

BSEi^^/J^ (W^BM^B'O^tchCD) M/J^320mg (lit) 

^X^, 20TU 5000gT5#r^'L^>»frV\ -htfr£#7Co 
^t^nfci^OOMLt'^PxT-if^^OO/xL^PX., £<*1M, 37^X10^- 

#cv>-c\ ro^%2oooox g -c5^FB^'L^ii^7v>, ±m^mmLxttm^^tc 

p 

o 

#btb?tM^i^^W«60ML^O^T?^m, 100 o Cf5^HWab, 7 s 
n ^^_^Xc^^?S^^^#MPrP(D^i^v|4O^?£-'[4^^S^tfofc 0 
#^tl/t^^MSMPrP^^'i-2)^t^^r<tl--Cj^V^c 0 

[0156] [m^^PrP^m^t:*5J:t>^W] 

%fiM7kX\0A W/V%SDS, 2.5W/V%TCA, 45 V/V% J^/— A-Sra^f ■ 
MtK"C\ 0.1 W/V% Tween 20, 2.5 W/V% TCA, 45 V/V% ^?J— /l>fr£G-t2> 



* 
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■ 

SriR^Ufcfcfl) (SDSij&»£ 0.27 W/V%, TCAI&*£2.3 W/V%, ^fiS—Jl'ffcmg. 

Tween 20£, «^0.05%i^5i5{-PBS[pH7.4, 0.02V/V% *9:f7( 0 
(v)#l#:^ 

•£^#£jMf£«%$Mt W}®ffi£.W9ZffiU) ^PBSCphtfA 20W/V% i/y 
i?n— /K 0.1W/V% BSA-^W)"Cl/500^L^O^V^Cc 

. TMB Solution(fP^M*XH(^)®i, ^*n*a/U/m&M^fco . . 

(vii)^ihl^ 0. 1M HClA<.mWi%WikWtbLXm v^fc 0 

[0157] (2)^MPrPO@^b*3i^ttl 

ffl^2 100m UrT^-TU P^C^IMfii^fi^ PVDFflgSr^U rcDtffc^ 
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%.J&W>±&30'frSkft\C W^PTV— MJ— (Molecular Devices®}) \ZX* S 
*&?SwK3t^ (±&g450nm, IiJ«620nm) £$J£Lfc 0 

J}lJt£|£14^J$|grt4^R8[0.01W/V% BSA % 0.02%^9^-7Sr^#-r-550mM 
Tris-HCl pH7.4]tHtt-jy-flg[50mM Tris-HCl pH7.4, 50 n g/mL y^f^hPrPC 
rPrP, JEA^:^>P>^-¥Stb)t)^ 150mM NaCl> ImM KCK lmM EDTA, 0.01W/V% 

bsa, 2w/v% sds ^mizmis^xmm^mfeik, RTmytBtvmiE&fToit, ^ 
[01581 ttmmim&vEusAm) 



#ibftfc/J^v^— h500/z LIU, ^M^tt^nyM^— - t?K (Tritirachium 
album & m ^Reagent Afl£(^0.12g/mL)T*WLfrS><Z>50(V UrflP*., 37°Ctr 



JSkV-CS^jR^Reagent B^(3-^*/— /W)500m LSrSSflPU £<^fPt&> 20000g 
ftJftftfcReagent Cl^(^^0.36g/mL) St^LT^U lOOt^^lTOSU 

mhfitcmm^mnmprp^m^^unt lx m v vt. 

[0159] [&?if3!PrP©tfctb] 

±IET?W84Ufc»»ffiPi-P^*i"SfttM*Wl7/i LSr, #»?ift83 /i LK:J&A?U 

^fchPrP^^^y^P— ^^^^^Ufc96^ELISA^^^^y^^^--h<^^ 

■f-stftf^*6iHitfoyto • • 

^^^{-poD^fi^LthPrP-^^^^/^o— ^/Vj/t^^lOO m LSri&P*., 4*c-e 
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« 

(o.5m mm ioo m L%mz.xRjfc : kw±& j &tc 0 

^f vzfU—h))—?*- (Molecular Devices^) ^jgg:450nm, IiJ2£g620nm 
SiJl-dr^h^^Olt't*^^ (0.1W/V% BSA^'a-^'-t-SPBS) ^^M^tt^Ri*!* 

[0160] [^5] 













HJfrfal 1 1 


0.082 


3.258 


3.099 




0.072 


1.500 


0.385 



[oi6i] &±(bz.txr>. mMmi\z&^xtemfeikfrb&ft*x*<DiLnz6oft&mzi7 
[oi62] mmmi2. xyhxy^wtfe 
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50mM Tris-HCl pH7.4 [l50mM NaCK ImM'KCU ImM EDTA, 1W/V% fttis 
, jUWtf-WJ»^ 1W/V% if-^-f r-SL-50 (^^t£#iS?g'|4#k ^^^fKtStc) 

(ii)^p^T— tfiM 

T'nr^t- tfK (Tritirachium albumfijfe, fnftl£|gX|gOfcfc)®!) 100 /x gSriOmM 
Tris-HCl pH7. 4(1 50mM NaCU ImM KCK ImM EDTA, 20W/V% SLS, 10W/V% 

500 n UZj&fKUt&<D {-fuj-j-f— gKKMfcK 200/ig/mUo 

• (iiOS&ftttfeffll 

(iv)i£J?8*^fi? $j . 

50mM Tris-HCl P H7.4(150mM NaCU ImM KCK ImM EDTA, 0.005W/V% BSA, 
2W/V% SDS-a ^) 
[0163] (2)^KiN-<Z)M ■ 

o 48tfc#) ©M/J^** 320-350mg (Stt») £££&U ZtlbZlZ* tti^tJ 
Xffl»«1.3mL«t>" , C^/W-K'— X->3jy*— (£#8§«(tfcMK) V vr2000rpnrC . 

3o#^^^x#, m n 5oooxg^5#wS'fr#fi&fi 1 v\ ±?t£#/c 0 

♦ 

#^Hfe±?t500M L^7 o Pv 1 T--^^500ML^Px(^P^^^K 100 /xg 

&v r<z>?$£20000 x gre5#|HJ3S'C?#IW&fTV \ ±Jt SrJfcS^TtfclRWSrWfc 

o 

WbtbfcttJR*J^«JB!*»*?K60MLSr^^r*»«, 100 e CT'5^W^aU 7" 
[0164] [PrPW@^k*5«fcO { «iai] 

(1)«*©1WH 
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WM*X\ 0.1 W/V% SDS, 2.5 W/V% TCA, 45 V/V% J— /HSrgMtt-£@j£ 
mWl7kX\ 0.1 W/V% Tween 20, 2.5 W/V% TCA, 45 V/V% ^J—)V^^^ 

li L%M&Ltch(V (SDSmMfe 0.27 W/V%, TCA^MS2.3 W/V%, 

^4i v/v%)£p§»u PrPmi&kmt&ntvti, ■ 

* 

Tween 20£, |Sl^iS0.05%<b^5J:5^PBS[pH7.4 > 0.02V/V% *7$-y{RJf^>/< 
(v)gtf*:^« 

^mmw^mm^mm^mm mmm^.m^mm) &pbs( p h7.4, 2ow/v% ^y 

-fen— /K 0.1W/V% BSA^W)"ei/500^-f?bfc 1 b<7)^V ^tc c 

TMB SolutionCMMlllOI*)®^ ^^nr^/W3)£J3 V ^fc 0 
(vii)^lh^ O.IM HCl7k^£tlUk^UC.fflV^c 0 

[0165] (2)PrP(D|a^t:*3j;tJ ? ^/±i 

'±|5^ffMU/cPrP|S|^t:ffl^^ot, -^©{-^600/zL^, PVDFHi^iry 

^{tffl^2^l00^L-f-o#'? 3 i/U^T^'YL, IWHHtC^^I'iltigiU/Co HW5fcit 
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■ 

3§fef££50 m L-f or^L, K§l*iS^J;o-C, 96fttf>ELlSA:7V— f^lli;?:* 

RjtSfltJh«[*100|i LfoT^Lt, KJ&jSrffclh^Hinfc, 

S/S#ih^30^WF^(-s W^n^— hH— (Molecular Devices® f-T, £ 
JEKJROia^ (£R*450nnu §ij?g*620nm) ^S'J^Ufc 0 — tfeflsfiM£i»J3£U!:, 

SUl£|£i4*j t fia[0.01W/V% BSA N 0.02%^7^-7Sr^^"i-550mM Tris-HCl pH7.4]t 
fi&tt*i-Rg[50mM Tris-HCl pH7.4, 50// g/mL l^^t'-^hPrPCrPrP, j£ft^:^d»P> 
flfc^ftfc) ^ i50mM NaCK ImM KCk ImM EDTA„ 0.01W/V% BSA, 2W/V% SDS 

[0166] JfcgS0!|2 0&3fcCDELISA£fe) 

mM&U2X*Jfi\<^tc<nbM^fe&ifc48&i$<Dmif$k'b}f&* 320— 350mg($lfi 
*)&&#U **^-<Xfflt(^U=— J*50mg/mL) iAmL'PX^/^^— XVajy 
*m^X-fc ; ti?1''4XVk.e 

WbftfcjfreS^— r-500/t LIC ^ryh^^M^P-r-i-^— if K (Tritirachium 
album ft 5fc) ^Reagent A^(^^0.l2g/mL) -C'#^LfCb^500 ju LSrJP*., 37^1? 

2fcV^-eKJfc?£l-Reagent BV# (3-7'^/— /V) 500 m L&S^PU «fc<iSfa&, 20000g 
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T?55>IBIiS^I«^v\tStJR«bSr»fco 

BfcjKfcjfcReagent Cl*R(^3H0.36g/mL)&i^nLTjg#U 100°CT?5^-^MSL, 
[0167] [PrPW^tH] 

o 

L 

(0.5M Eft®?) 100 nL^ax.XS.^Wit^tCo 
-vffwT'U—hV—y— (Molecular Devices®}- ±j£g450nnu SiJ$?ft620nm 

[0168] [^6] . 
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hyou 




Hi£0iJ 1 2 






1 


0.049 


0.014 




2 


0.065 


0.016 




3 


0.075 


0.012 




1 


1.262 


1.989 




2 


1.323 


2.07 



[0170] £f\ l£%lffl2X*m^^tzBSE*ry\>(D&$Lm.WmZ-£?>k, RM£*H«0>!ft3teaWS 

0.15^~Te, J.o|igj4^flHwK3t^^l.0W±Tfcofc#'a»^fi, -^co^ffi^riMf 

[0171] mhritc±tim6^m^m^m^mi$(D^&(D^mimtin^tctz 

5, ¥^ffi(i0.052±0.017 > CVffi:(%)f432%-efeofc 0 

^©(itttW2), |fttttftfr(48tt#)<O!R3t«WSp*&ffif±0.052± 0.022, CVftttt) 
[0172] HfC BSElRJfeS:JW^"5feiC>.0*s'h^-7ffi[Sr*JEL7to PrP0>BSE<£>¥(|j£t::ii£ 

£#JtLT, mmm\2(Dm^, jfctttlM*<0##£©¥l$l&(O.O52) + 5SD(5X 
0.017)^0. 14M, ±|a*7-CWe>*tfc, *J6Wl2©;fr&^ofc|fctt#Ril©R#& 
(^5p^(0.063)^P^fdfi, i"?fe^t) 0.203 », BSE^^^flJ^I-S^yh^-^fittL 
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[0169] [Sf 7] 
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lZtZM£frX\s^£9fc0.2l%D\lZ-fci$., -f-ftfr*b 0.224 &. BSE^SrflJ^-fS^h 
[0173] Hii(S0U3. BSEc^^J^ 

[^f**4c>MJ 

* 

(2) K^K^M - 
BSEm%k^r'bm (Wi'&tfiVfb-tZ> 0 lOfeW) <D%mL'bftjK* 320^350mg (tlfi* 

#^(«)M)^VNX2000rpmT'30W^> ; ^Xm > 5000Xg-C5#Mi3'fr 

» 

t#btLfe±?#500 n UZ-fur-T— t?|£i&500 m L (^Of^t'-fK 100 m g) SriP 

x., i<^fpm, 37°c-cio5->^R^^*fc^, ^e«a:^j5oo M L£^PL^£ 

&wc\ r^m^ooooxgT'S^-^S'il^Si^v^, ±?t^iiLT^;^^#7t 

o 

&btitcfc^mzfcmwfeMmoixL%M^xmM%k, ioo°c-?5#imsu V 
[0174] [prPoa^{k*3«ttwftW]. ' 

[0175] (2)PrP0>@fefb*5«J:U { tfettl 
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rtufco ^cDgfe#^^^it3iutTofc 0 mfcmm 50 » lz&v ^Mzr-^y 

-?jV^-7°^—Y<DV^<D5Lfi;4fc%:, Pj^l?Ii®tU:oT96:A:<75ELISA7V— 
-fe^50/z Lfo7^U, ®5lltii{^oT, 9 6 ft CD ELI S A;/!/— h^C^A- 

K^lt^O^!*!^ -yM^trTV— MJ— (Molecular Devices^-T^ S 
lSr#<£>®7fcS (^^S450nm, g"J3£;S620nm) £?fliJ£L7io -^^fet-S'J^bfc, hIJ 

i\tt^s^^xmmwLX2\mmstmmm*m^ ^tzm&, m-2&, ^^-r- 

SU^I^'ffixt^LO.OlWm BSA, 0.02%^9^-7^^-ra50mM Tris-HCl P H7.4]<t 
PH4*f-M50mM Tris-HCl pH7.4, 50^ g/mL ya^hT^^hPrPCrPrP, /SS^t!)^ 
^fc^^tbfc) , 150mM NaCU ImM KCK ImM EDTA, 0.01W/V% BSA % 2W/V% SDS 

[0176] itmm^^EUShm) 

St®tif>UXffl\<^<Dtm^ B 2^V*'9jxK 9^7hy—X(^)lSl07 e 77 i yT™ 
BSE^rs/h^ffiV\ ^TCOiiO, PrPCO^ttl^ff ofc 0 
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^^-WXi (^/Ua— *50mg/mL) 1.4mL=P "C^/U^-tr— Xi/a-yX— SrfflV^-Ofc 

Wbftfc**S**—h500 ji LKl, df-yhJC^cO^PT 1 ^-?-— if K (Tritirachium . 
album ft 3tS) ^Reagent ' Af£( ^&O.12g/mL)tfJft#lUfct>055OO u LSrAn*., 37t;-C* 
10#MSJ&$-erfc. o 

^-C£/»(-Reagent BM(3-^/— /V)500/x L&aSbPU <£<?gMs 20000g 

#?5tufc^^SrReagent Cl^(m^0.36g/mL)-eiO^#^bfc 1 b^<b, *fr|RL&7&» 
[0177] [PrPO^tH] 

ofc 0 ^«8-l&t^8-2^{#-frT^-n W^'*8-1W4, *fr*RUea»ofcl!fc 

SUf^y hfC^#0|^-|4^ (0.1W/V% BSA^^"-f -5PBS) 2^^i= 3 r^h{-^# 
(D^14»(th7 B y^>'Me^^^K)2^#:^fflV>Tp]^^ia^^^3t 
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imNo. 




Jt««3 


mean 


SD 


CV% 


No.1 


3.271 


0.688 


21% 


2.294 


No.2 


3.201 


0.578 


18% 


3.052 


No.3 
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0.283 


11% 


2.835 
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3.330 
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2.501 


No.5 
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1.619 


No.6 
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0.694 


21% 
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0.587 


18% 


2.790 


No.8 


3.115 


0,466 


15% 


0.935 


No.9 


3.118 


0.504 


16% 


1.721 


No. 10 


3.1 78 


0.554 


17% 


0.778 



[0179] [&8-2] 







fcfc&0lj3 


mean 


SD 


CV% 


No.1 


2.427 


0.167 


7% 


N.D. 


No.2 


0.792 


0.009 


1% 


N.D. 


No.3 


1.684 


0.452 


27% 


N.D. 


No.4 


2.719 


0.134 


5% 


N.D. 


No.5 
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0.156 


28% 


N.D. 
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3% 


N.D. 
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0.147 


5% 


N.D. 
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1.124 
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24% 


0.091 
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1.272 
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19% 


0.230 
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1.350 
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«9] 







1 



0.039 



0.031 



0.034 



2.372 



2.614 



2.530 



0.024 



0.021 



N.D. 



1.322 



1.267 



N.D. 



[0181] *1\ Jt(RW3-Cfflv>*:BSE*yh©Si&8ftM#l-J:St> fc&ttMWtytBtib 
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ffl-C#-5iflJ^brv^o ±fE^8-l&^8-2^b^^&£QC ^^P^MSPrPW 

[0182] BSE^^J^-rSfe^O^j/b^jit^^bfCo M^13<D#^, MM* 

fiJ12-e#^ttfc^'t4^^P^3tJtO¥^ltt(0.052) + 5SD(5X0.017)^0.15(^, ±|E 

X-fdfi, "f ft=b£>0.185£, BSE^W^i-^y^^'liltLT'lK^^^bfCo 

(D^mxn^tcm'\^nm<Dm.^t&(o^mmo.o23) mmwnmm^^ 

tL"CV^J;9(-0.21^P^«, -f &^0.233£, BSE^^^J^-r^^^gt 

tris^^SLfc %Lx%<Dmzm-iRTfm-2<Difem~%xtei£>ftm&, it 

[oi83] u>>u ms'Dffim^wbWM 1 ^ mmmi3x'&btifrm®iMm<D7 s -fn 
itm^isx^hthtc^tthhtm^xh^tc^^ mMffli3x'&bti±m&ttM(D'r— 

' jt^3-C#btLfc^tl,feJ: , 9tj^it^iii<^o-C*3'9, 10^8-1^^8-2 

- « 

^%^$tbfc^^^V^T^BSE(0^J^^(±J^5- ( ^^^UV^ o ^8-2*)^ 
^^$P<, 3?J60IJl3-m, 10^^f?L«^^fflV^X'b, i:bWJ3T?*« 
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[oi84] mmmi4. mmmm^itm 

* 

( i ) & Komi : Twmtmnut 

50mM Tris-HCl pH7.4 [l50mM NaCU ImM KC1, ImM EDTA, 1W/V% fit^is 

^-jvm-tv^^ iw/v% m^^nm^M, f-v^-r k«o 

!7°C27^^"^~ — IfK (Tritirachium albumS*. ?P3fc^Iit(l*)®!) 100 M g£lOmM 

f 

Tris-HCl pH7.4(150mM NaCK ImM KCK ImM EDTA, 20W/V% SLS, 10W/V% 
9^hSL-50-^^D 500 fi UzmM\-tch(D (/n^t- fefK^Jg 200 /z g/mL) 0 

(iii) ®61C«#J 
2-^y-^:^y-/W5:l(W/W)lMI 

(iv) i£JK4&i8#¥iK 

50mM Tris-HCl pH7.4(150mM NaCK ImM KCK ImM EDTA > 0.005W/V% BSA, 
2W/V% SDS-a-^T) 

£Jl^T2000rpmT*30#*^i>?--fXLfco wtl£M^<bUc 0 
[0185] (2)»!££|-OM 

BSE^4vhJjl (l^tt^^i-rSo 3&ft0 msM'hKJK* 320-350mg (MA) 

z&ml, zthh^m mA%,-mmMzM^UBLm'bK<nM&*^* 5ow/v%^&6 

i^i^Px., -wl^f-Xv- 35 /#— V ^T2000rpm-C30#^^ 
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t?ML7cIE^#:TiiMIRLT, X10, X 100, X500, X 1000, X3000MIR 
*V ^-ilUc^^*^ 600 /; L^, 5000XgT*5^J£'i>#fif£fTV\ 
&btltc±m500 n LKzfvy^T— if ^500 u L (/nf^fT* — £?K 100 n g) *M 

#cv^\ r<D^20000x g T?5^^3i'L^il^TV\ ±.m%mM\^xtt$kyo%ntc 

* 

o 

#^tifcM^(-tt^^«60ML^a^.X^«, 100 o Ct;5#F^aU 7° 

[0186] [PrPcom^*JJ:r>^ai] 
(l) DIM 

(0® Steffi t*Mi 

WMtRT*, 0.1 W/V% SDS, 2.5 W/V% TCA, 45 V/V% zc9J— A-^^-f 

G0l§^U£f£f&2 

WMAX\ 0.1 W/V% Tween 20, 2.5 W/V% TCA, 45 V/V% ^ V—A-STa^l'S 
n L*U^Vt£k<D (SDS^M 0.27 W/V%, TCA«^2.3 W/V%, ^/-/l^lft 

^41 v/v%)&»u PrPm^tmnntvtzo . 

Tween 20£, |&M0.05%ifr6J:5^PBS[pH7.4, 0.02V/V% ^7^-7(H^^^< 
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-fen— 0.1W/V% BSA^-^)-ei/500#f^LfcbO^ffiV^c o 

(v\m±m o.im Hc\7kmm%witmbvxm^tc 0 

(2) PrP^|S^4oJ;^tt} 

r-LTfe-S-^/l^TV— h (VMTfcM) (D2y^MZ.2W /i Lfo (duplicate) , 

>rut. 

-fL, ^fi^20£f^S£-^:: o $fc?%$;300 m "Lk^^M^r-fy^XM 

b<Dt>3LMZ&l,tc c Z(D'&s &&PrPZmfelk^X&Z>-^/^7\s'~-b<D<?*MZ.m 

SJ£#lh^30;9-^l*l^ W^o^- HJ— (Molecular Devices^)^T, S 
JS$?<7}MJt(i.2£:ft450nm, giJz£5620nm) 2r$iJ;tL/c 0 #£>tlfcduplicate£>M 

(75, m%&t>y^M&&)tftmWb<Dm&*m9\~7FlTc I2191^V >t,-o- 
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BUl£|8M4*|-H8[0.01W/V% BSA, 0.02%^5^-7^^-rS50mM Tris-HCl pH7.4]£ 
|^t£^!$[50mM Tris-HCl PH7.4, 50 u g/mL y^tf^hPrPCrPrP, fK^^^^h 
&5-£frltc) y 150mM NaCK ImM KCK ImM EDTA, 0.01W/V% BSA, 2W/V% SDS 

[0187] tiMM* 



Xfflf^T'2.5fS(X2.5)^«L7h(20W/W%P:^^5o )„ &V^C\ ^X2.5 

±IB^#btLfcJE^^-eHH^3iRbT, x 10, x 30, x 100, x 300 

-T?-— ? fc?K (Tritirachium album ft*)£Reagent Afl£( ^^O.^g/rnDT'^^LTtt 
(7)500 m L^*P^, 37 < C-C'10^-Fb^S;^^-&/'c o 

• #^-C\K/£f#{£Reagent B?$(3-^/— ^)500m Ur£5s7JPU =fc<^f0^, 20000g . 

SfcM&^Reagent Clf& (j^iff 0.36g/mL) ^IJlBLt^L, 100°C-?5#I«SU 
^n^^-ifKcD^^^^^MPrPcO^M^^mt^S^fTOTt. 

[PrPO^fclj] 

iBE-Cfl^Ufc^^n^ L«r, ^^83|i Lfc##US:fc©«\ fetthPrP^^ 



fc^, 37 c C-?75#P B l#ftWc 0 ^-C^-^350 Lt:\ <?^*mft-tZ>Wift£6 
#^/M-POD^§&^fchPrP^;^/^— -T-zHftfrf^lOO^ L^P^L, 4^ 
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TMB^) 100 ix UgrT^-fU 30ftm%.fo£^ttc o Kfo'&&V^M^KfoW±W. 
(0.5M mm 100 n L£#P;tTSJ££^it£iir7to ' 
~?s(?vy°U*-hV—y— (Molecular Devices®*) \ZX, i^^:450nm, @iM:S:620nm 

#J{^:yN-^tt©|^te>tfl$ (0.1W/V% BSASr-a^-r-5PBS) lfefct^yH^mtt 
[0188] [^10] 
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*12] 






3tJS#]14 
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^m^?i^mxh'o,mioB&,±Mm&xh^tm^tc <: 
[oi92] *mwizi&z>m&'xmfeikjjfe^£fta^ Qt*<Dmftikfextz®M,^mfeikx 



WO 2005/070969 PCT/JP2005/000737 

62 



WO 2005/070969 PCT/JP2005/000737 

63 

o 

[6] geW^i*7K'l4^ffi^i"5@+g<t^^M$*6I^O'(S0T^-^S^> 30 
-50 V/V%Tfc5, ft *«l{c|E%Wlil^f^& 0 

0.08— 10 WMT'fcS, 1**^1 fcfEfctf>ia/£'ft:fr?& 3 . 

, o.i-i w/v%-e&5, it^iii^saft^ia^^feo 

[11] ^eStilCTKtt^ffiW-rSllffi^^M^-ti-SI^O, l&^TA^-^^30 
-50 V/V%-Cfo9, /Na^V^7/^V^S* s 0.08-10 W/V%T*fc^ ^HT/V^ 
^^S^0.1-l W/W&ot, IS*@«7M£Jg|-C&5, |#*JSlO^|Bic(Z) 

[12] mmmi^m^xvm^mmMit^titcmm^m&n^^mm^, % 
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[13] m&mitDxm^xvm&mmfeitzfttcmmzm^^tzwmt-t^ <u±; 

[2i]. MS'M^y^ssw-^^Mii^^^^t^-a-^^, ^m^-st-rs 
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[26] |£MT/W3— /^Xfi^^y^/V-Cfc?), If >fcig24f2*c<Df$$u 

[27] /^P•yV^/^^V^/0^TCAX«TFA-efo5^ If >R^24(c:fB^(DKIK 0 

[28] fl:^T/V'= 3 r/^M^SDS-e&5.> If ^^24^fB<fecD^ 0 

[29] i&^T/V^— /VM^ 30—50 V/V%-efcS, If ^^24t-ffiifeW^M 0 
[30] 0.1—10 W/V%t?fe2K If *:^24{^|Bi4WK : ^o 

[31] *i!7^/^i^iS^\ 0.1— 1 W/V%T'&5, lf*^S24^fSicCD^ 0 

[32] ammr^-^ts y^^y^^^mAi^/xMmr^^^t^^ 
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